Riparian buffers play an important role in intercepting nutrients entering lakes from non-point runoffs. In spite of its ecological significance, little is known regarding the underlying mechanisms of riparian buffers or their optimal width. In this study, we examined nutrient removal efficiency, including the quantity of nutrients and water quality, in the littoral zone of different types of riparian buffers in the watershed around eutrophic Lake Chaohu (China), and estimated the optimal width for different types of riparian buffers for effective nutrient removal. In general, a weak phosphorus (P) adsorption ability and nitrification-denitrification potential in soil resulted in a far greater riparian buffer demand than before in Lake Chaohu, which may be attributed to the soil degradation and simplification of cover vegetation. In detail, the width was at least 23 m (grass/forest) and 130 m (grass) for total P (TP) and total nitrogen (TN) to reach 50% removal efficiency, respectively, indicating a significantly greater demand for TN removal than that for TP. Additionally, wetland and grass/forest riparian buffers were more effective for TP removal, which was attributed to a high P sorption maximum (Q max ) and a low equilibrium P concentration (EPC 0 ), respectively. The high potential nitrification rate (PNR) and potential denitrification rate (PDR) were responsible for the more effective TN removal efficiencies in grass riparian buffers. The nutrient removal efficiency of different types of riparian buffers was closely related with nutrient level in adjacent littoral zones around Lake Chaohu.
Introduction
Transport of nutrients to lakes and the resulting acceleration of eutrophication is a serious concern around the world. Runoff from land surfaces such as grass, forest, farmland, and wetlands has been found to be an important nutrient source for aquatic ecosystems [1] . Riparian buffers have been considered as an effective and sustainable means of buffering aquatic ecosystems against nutrient stressors, such as N and P from runoff [2] , and thus they have been considered as the last line of defense for nutrient removal. Riparian buffers attenuate nutrients through soil adsorption, microbial immobilization, plant uptake, and coupled nitrification-denitrification [3] [4] [5] .
Riparian buffer width is an important reference for managers and planners of watershed in designing the restoration of riparian buffers or protection objectives and scope. The determination of riparian buffer width range depends on the physiochemical and microbial properties of soil, slope, vegetation cover, the form and content of nutrients, and so on [6] . Sandy soil shows higher retention efficiency for P than silty clay [7] . Combinations of the dense, stiff, and native warm-season grass and woody vegetation were proved to significantly improve the removal effectiveness for non-point source pollutants [8] . Buffers composed of trees generally remove more N from runoffs [6] , which should be attributed to the strong coupled nitrification-denitrification potential mediated by rhizosphere microorganisms. However, the riparian buffer width demand studied by many researchers indeed varied greatly between 5 m and 300 m [9] [10] [11] [12] [13] [14] [15] [16] [17] , and little research has been focused on the mechanisms and explanations, which has lacked sufficient evidence. In addition, the actual effect of nutrient removal through riparian buffers on adjacent aquatic ecosystems was rarely involved.
In this study, nutrient levels (TN and TP) from storm water runoffs in different types of riparian buffer and surface water in littoral and deep zones of Lake Chaohu were investigated to reveal the nutrient removal efficiency and width demand of riparian buffers and the effects on aquatic ecosystems. The P adsorption ability and nitrification-denitrification potential of soil from riparian buffers were also analyzed to explain the corresponding mechanisms. The following points will be addressed: (1) comparison of riparian buffer width demand for nutrient removal in Chinese eutrophic lake watershed to European and American studies; (2) the optimal riparian buffer types for P and N removal as well as their mechanisms; (3) whether riparian buffers can make a crucial effect on nutrient levels in adjacent aquatic ecosystems, especially in littoral zones.
Materials and Methods

Study Site
Lake Chaohu, one of the five largest freshwater lakes in China, is located in the Yangtze-Huaihe region, central of Anhui Province. Its surface area is about 780 km 2 , drainage total area is 13,486 km 2 , and the shoreline length around the whole lake is 184.66 km. The climate of Lake Chaohu belongs to sub-tropical monsoon climates, and the annual average rainfall is 1120 mm [18] . In the last decades, due to the over-development of land, over-fertilization of agriculture, construction of highway around the lake that is too close to the shoreline, large-scale artificial plant restoration, vegetation and microorganism biodiversity as well as the properties of soil in the riparian buffer has noticeably declined, resulting in weaker nutrient removal efficiency and more serious lake eutrophication (see the Supplementary Materials Figures S1 and S2 ).
Different types of riparian buffer around Lake Chaohu was chosen depending on vegetation cover type, including grass (37 sites), forest (27 sites), wetlands (33 sites), grass/forest (27 sites), S and farmland (20 sites).
Storm Water Collection and Sampling
The storm water sampler received runoff in riparian buffers of different widths around Lake Chaohu during June to September in 2013 and 2014 through a 50 cm piece of 2 cm diameter PVC pipe placed flush with the surface of the ground on a selected sloping surface of an angle of about 10-30 degrees with the horizon line. Runoff entered the pipe through a slit cut along the entire length of pipe. The pipe was wrapped with a fiberglass screen to prevent insects and large debris from entering. Wooden clothespins with small pieces of nylon rope held the pipes in place. Water from the pipe flowed into a sampler through a notched cap with silicon tubing, which ran from the end of the PVC pipes to the sample bottle. The sampler was a 1 L glass bottle placed in a 10 cm diameter protective PVC sleeve. The original storm water was collected directly from the sky as the initial untreated storm water samples. All the sample bottles were taken back to the laboratory for chemical analysis as soon as possible after runoff had stopped, and the water volume in each bottle and the riparian width from the top to the collection site was recorded [19] . Two samplers for each site were designed and installed in the upper and lower sites of the riparian buffer, respectively, in order to calculate the efficiency of nutrient removal through the specific width.
Storm water was collected at each site of different widths for two to three rain events. Soil samples under the surface of the vegetation 10-20 cm at each site were collected for the analysis of P adsorption and potential nitrification-denitrification rate. Surface waters of littoral (22 sites) and deep (11 sites) zones in Lake Chaohu were also obtained with a Friedinger sampler. The positions of the sampling sites in littoral (L) and deep (C) zones as well as the types of riparian buffers are shown in Figures 1 and 2 . 
Chemical Analysis
TN and TP from water samples were measured following national standards [20] . Batch P sorption isotherm experiments were conducted in triplicate for soil samples under reducing conditions, using 0.01 mol L −1 KCl solutions containing 0, 0.1, 0.2, 1, 2, 5, 8, 10, 15, 20, 30, 40, 50 , and 100 mg P L −1 KH2PO4 as sorption solution matrices [21] . The sealed centrifuge tubes with the mixed solution were shaken on a reciprocal shaker at a speed of 200 cycles min −1 for 24 h at 25 ± 3 °C. The suspension was centrifuged at 3500 rpm for 20 min. The supernatants were filtered through a 0.22 μm mixed cellulose ester membrane and determined for soluble reactive phosphorus. P sorption parameters of soils were simulated by the Langmuir and Freundlich isothermal model, and equilibrium P concentration (EPC0) was determined according to the Freundlich equation. P sorption maximum (Qmax) was determined according to the Langmuir equation [22] .
The soil samples were washed by phosphate buffer to extracted biofilm [23] which was used to extract DNA and measure potential PNR and PDR. The PNR was measured according to the shakenslurry method [24] . Slurry containing 3 g of biofilm pellet, 100 mL of phosphate buffer (1 mM, pH 7.4), and 0.5 mL of (NH4)2SO4 (0.25 M) was incubated on an orbital shaker (180 rpm) at 25 °C for 24 h. 
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TN and TP from water samples were measured following national standards [20] . Batch P sorption isotherm experiments were conducted in triplicate for soil samples under reducing conditions, using 0.01 mol L −1 KCl solutions containing 0, 0.1, 0.2, 1, 2, 5, 8, 10, 15, 20, 30, 40, 50, and 100 mg P L −1 KH 2 PO 4 as sorption solution matrices [21] . The sealed centrifuge tubes with the mixed solution were shaken on a reciprocal shaker at a speed of 200 cycles min −1 for 24 h at 25 ± 3 • C. The suspension was centrifuged at 3500 rpm for 20 min. The supernatants were filtered through a 0.22 µm mixed cellulose ester membrane and determined for soluble reactive phosphorus. P sorption parameters of soils were simulated by the Langmuir and Freundlich isothermal model, and equilibrium P concentration (EPC 0 ) was determined according to the Freundlich equation. P sorption maximum (Q max ) was determined according to the Langmuir equation [22] .
The soil samples were washed by phosphate buffer to extracted biofilm [23] which was used to extract DNA and measure potential PNR and PDR. The PNR was measured according to the shaken-slurry method [24] . Slurry containing 3 g of biofilm pellet, 100 mL of phosphate buffer (1 mM, pH 7.4), and 0.5 mL of (NH 4 ) 2 SO 4 (0.25 M) was incubated on an orbital shaker (180 rpm) at 25 • C for 24 h. Subsamples (5 mL) of the slurry were taken at 1, 4, 10, 16, and 24 h after the start of the incubation. The subsamples were used for the analyses of NO 2 − -N and NO 3 − -N. The PNR was calculated as NO 2 − -N and NO 3 − -N production per unit time.
Meanwhile, the PDR was measured based on the Denitrifying Enzyme Activity (DEA) Assay [25] . Briefly, 5 g of biofilm pellet was moved to a special tailor-made borosilicate glass media bottle with 20 mL DEA solution (7 mM KNO 3 , 3 mM glucose and 5 mM chloramphenicol), and oxygen was purged out from each bottle by continuously pumping helium and acetylene which was added to reach a final concentration of 10%. Sample bottles were placed on an orbital shaker and shaken (125 r/min) in dark at 25 • C. Gas samples were taken out at 0, 0.5, 1, 1.5, and 2 h for N 2 O measurement using gas chromatography. The PDR was calculated as the slope of a curve of best fit in a plot of N 2 O concentration against time.
Statistical Analysis
Pearson correlation coefficients and log-normal regression analyses were performed using SigmaPlot 2000 and SPSS 13.0 for Windows. Pearson's test was performed using the SPSS 18.0 package (SPSS, Chicago, IL, USA), with a selected value of 0.05 for significance.
Results
The relationships between riparian buffer width and nutrient removal efficiency are shown in Figure 3 (TP) and Figure 4 (TN) , and exhibited log-normal distributions (except the forest type in TP profile). The farmland data are not shown due to heavy nutrient loss (nutrient levels got higher through the riparian buffer). Based on the non-linear regression model, the buffer width was calculated under specific removal efficiencies (50%, 75%, and 90%). On the condition of the same percentage removal efficiency, the needed width for TN removal was longer than for TP (Figures 3  and 4 , and Table 1 ). In detail, the wetland and grass/forest riparian buffers were more effective for TP removal, and their widths were 44 m, 204 m, and 512 m and 23 m, 203 m, and 755 m to achieve a 50%, 75%, and 90% removal efficiency, respectively. The grass riparian buffer was less effective in TP removal, which needed more width to reach removal efficiency. The removal effectiveness of TP in the forest riparian buffer had a weak linear relationship with buffer width, showing a longer width than other riparian buffers (Table 1, Figure 3 ). The best TN removal efficiency was observed in the grass riparian buffer, which was 130 m, 749 m, and 2143 m in width for 50%, 75%, and 90% removal efficiency, respectively, followed by grass/forest and wetland riparian buffers. The forest riparian buffer could function for TN removal at considerably large widths, which was difficult to construct (Table 1) . Compared to previous research, significantly higher EPC0 (0.24 mg L −1 on average) and lower Qmax (352.5 mg kg −1 on average) were recorded in the riparian buffers of Lake Chaohu ( Figure 5 ). In horizontal profile, the highest Qmax value in the wetland riparian buffer and the lowest EPC0 value in the grass/forest riparian buffer, as well as the lower Qmax value and the higher EPC0 value in farmland and forest riparian buffers, are shown in Figure 5 . Similarly, considerably low PNR and PDR levels were found in this study ( Figure 6 ). In horizontal profile, the higher PNR and PDR were observed in grass and forest riparian buffers and the lowest PNR and PDR were observed in the farmland riparian buffer ( Figure 6 ).
The low TP concentration was distributed in the littoral zone of the southeast area (mainly wetland riparian buffer from Site L2 to L7) and the northeast area (mainly grass/forest riparian buffer from Site L15 to L17), as well as Site L19 in Lake Chaohu. The high TP concentration was distributed in the littoral zone of the north area (mainly farmland riparian buffer in Site L1, L2, L17, L18, L20, L21, and L22) and the southeast area (mainly grass riparian buffer from Site L7 to L15) in Lake Chaohu (Figure 1) .
The TN showed similar tendencies to the TP. In the southeast area, the grass riparian buffer contributed mainly to the low TN value in littoral zones, and the farmland riparian buffer, with nutrient leaching, was responsible for the high TN level in the littoral zone of the north area of Lake Chaohu ( Figure 6 ). Compared to previous research, significantly higher EPC 0 (0.24 mg L −1 on average) and lower Q max (352.5 mg kg −1 on average) were recorded in the riparian buffers of Lake Chaohu ( Figure 5 ). In horizontal profile, the highest Q max value in the wetland riparian buffer and the lowest EPC 0 value in the grass/forest riparian buffer, as well as the lower Q max value and the higher EPC 0 value in farmland and forest riparian buffers, are shown in Figure 5 . Similarly, considerably low PNR and PDR levels were found in this study ( Figure 6 ). In horizontal profile, the higher PNR and PDR were observed in grass and forest riparian buffers and the lowest PNR and PDR were observed in the farmland riparian buffer (Figure 6 ).
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Discussion
The log-normal relationships between riparian buffer width and nutrient removal efficiency for TP and TN are in agreement with previous reports [6, 16] . The longer width demand for TN compared to TP at specific nutrient removal efficiencies can be explained by nutrient retention capabilities. Strong retention of inorganic P and weaker retention of inorganic N by soil indicates greater contribution to the increased export of nitrogen [26] . Through the comparison of riparian buffer width demand between this study and previous research, it is not hard to find that the width demand in this study is greater than that of previous research. In rural temperate watersheds of Brazil, riparian buffer zones with 60 m width and composed of woody soils were more effective in phosphorus (99.9%) and nitrogen (99.9%) removal when compared to shrub (66.4% and 83.9%, respectively) or grass vegetation (52.9% and 61.6%, respectively) areas [27] . In Europe and the United States, riparian width (smaller than 10 m) provided limited protection against nitrate contamination [13, 14] . During rainfall simulation, the switch-grass buffer removed 64 and 72% of the incoming TN and TP, respectively. The switch grass-woody buffer removed 80 and 93% of the incoming TN and TP, respectively [8] . A meta-analysis of literature has shown that more than 96% of the buffers studied for N and P removal were less than 20 m wide, and buffers composed of trees had higher N and P removal efficacy than buffers composed of grasses or mixtures of grasses and trees [6] . The huge width demand of riparian buffers in this study should be attributed to the decline of nutrient removal ability due to soil degradation and low vegetation diversity. A close relationship exists between land use, soil properties, and nutrient removal [28] . On the other hand, aggressive non-native plant species have colonized and dominated, the diversity of native plants has declined, and the plant community structure has been simplified [29] , leading to less efficiency of riparian buffers as sinks for nutrients. Structurally diverse riparian buffers, i.e., those that contain a mix of trees, shrubs, and grass, are much more effective at capturing a wide range of nutrients than a riparian buffer that is solely of trees or grass [30] . Hence, the over-use and over-fertilization of soil and human intervention on vegetation restoration in riparian buffers around Lake Chaohu watershed has directly resulted in the decline of soil physicochemical characteristics and rhizospheric microbial activities as well as community composition diversity [31, 32] , eventually accelerating the nutrient leaching of soil and the decline of nutrient removal efficiency. All these factors have jointly caused the enormous demand on riparian buffer width, which facilitated the administrative organization in reserving or restoring more riparian buffers for effective nutrient removal. 
The log-normal relationships between riparian buffer width and nutrient removal efficiency for TP and TN are in agreement with previous reports [6, 16] . The longer width demand for TN compared to TP at specific nutrient removal efficiencies can be explained by nutrient retention capabilities. Strong retention of inorganic P and weaker retention of inorganic N by soil indicates greater contribution to the increased export of nitrogen [26] . Through the comparison of riparian buffer width demand between this study and previous research, it is not hard to find that the width demand in this study is greater than that of previous research. In rural temperate watersheds of Brazil, riparian buffer zones with 60 m width and composed of woody soils were more effective in phosphorus (99.9%) and nitrogen (99.9%) removal when compared to shrub (66.4% and 83.9%, respectively) or grass vegetation (52.9% and 61.6%, respectively) areas [27] . In Europe and the United States, riparian width (smaller than 10 m) provided limited protection against nitrate contamination [13, 14] . During rainfall simulation, the switch-grass buffer removed 64 and 72% of the incoming TN and TP, respectively. The switch grass-woody buffer removed 80 and 93% of the incoming TN and TP, respectively [8] . A meta-analysis of literature has shown that more than 96% of the buffers studied for N and P removal were less than 20 m wide, and buffers composed of trees had higher N and P removal efficacy than buffers composed of grasses or mixtures of grasses and trees [6] . The huge width demand of riparian buffers in this study should be attributed to the decline of nutrient removal ability due to soil degradation and low vegetation diversity. A close relationship exists between land use, soil properties, and nutrient removal [28] . On the other hand, aggressive non-native plant species have colonized and dominated, the diversity of native plants has declined, and the plant community structure has been simplified [29] , leading to less efficiency of riparian buffers as sinks for nutrients. Structurally diverse riparian buffers, i.e., those that contain a mix of trees, shrubs, and grass, are much more effective at capturing a wide range of nutrients than a riparian buffer that is solely of trees or grass [30] . Hence, the over-use and over-fertilization of soil and human intervention on vegetation restoration in riparian buffers around Lake Chaohu watershed has directly resulted in the decline of soil physicochemical characteristics and rhizospheric microbial activities as well as community composition diversity [31, 32] , eventually accelerating the nutrient leaching of soil and the decline of nutrient removal efficiency. All these factors have jointly caused the enormous demand on riparian buffer width, which facilitated the administrative organization in reserving or restoring more riparian buffers for effective nutrient removal.
EPC 0 is the soluble reactive phosphorus (SRP) concentration in equilibrium with soil at which neither net sorption nor desorption occurs. In short, soil with a high EPC 0 value will have a greater tendency to desorb (release) SRP. Lower EPCo values would suggest that this particular soil is inclined to adsorb P from runoff [33, 34] . Q max represents the P adsorption capability. In this study, significantly higher EPC 0 and lower Q max indicated weak P adsorption ability in riparian buffers of Lake Chaohu (Figure 3 ) compared to previous reports that exhibited a lower and higher value by an order of magnitude for EPC 0 and for Q max , respectively [35, 36] . In horizontal profile, the higher TP removal efficiency in wetland and forest/grass riparian buffers in this study can be explained by the highest Q max value in the wetland riparian buffer and the lowest EPC 0 value in the grass/forest riparian buffer, indicating high P adsorption capacity in wetland riparian buffers and strong P retention ability in grass/forest riparian buffers. At the same time, the lower Q max value and the higher EPC 0 value in farmland and forest riparian buffers manifested the weak P adsorption ability, which was in parallel, with no relationship between riparian buffer width and TP removal efficiency in the forest riparian buffer and P leaching from the farmland riparian buffer. All these facts indicates the close relationship between riparian buffer width demand for P removal and P adsorption ability.
TN removal efficiency depended on the PNR and PDR. Similarly, compared to previous reports on soil reviewed by Xu et al. [37] , considerably low PNR and PDR levels in this study directly caused the decrease of N removal efficiency and the increase of riparian buffer width demand. In horizontal profile, the highest TN removal efficiency in the grass riparian buffer was found to be coupled with the highest PNR and PDR, indicating strong N removal through coupled nitrification-denitrification. Although the higher PNR and PDR were found in the forest riparian buffer, the amount of N leaching from the forest probably exceeded that of the N removal, resulting in low TN removal efficiency. In the wetland riparian buffer, the lower PNR restricted the denitrification process and TN removal efficiency. The difference of PNR and PDR in the different types of riparian buffers should be attributed to the quality and quantity of organic carbon, aerobic and anaerobic conditions, and the activity and community composition of rhizobacteria [38] . Taken together, the demand of riparian buffer width for P and N removal was closely related with P adsorption ability and coupled nitrification-denitrification ability in soil, respectively.
The nutrient removal efficiency of the riparian buffers made a crucial effect on the nutrient level of the water column in the adjacent aquatic ecosystem, especially in littoral zones. In this study, high TP removal efficiency in wetland and grass/forest buffers was responsible for low TP distribution in the littoral zone of the southeast area (mainly wetland riparian buffer) and the northeast area (mainly grass/forest riparian buffer) in Lake Chaohu. Weak TP removal efficiency in the other buffers also correspond to high TP levels in littoral zones of the north area (mainly farmland riparian buffer) and the southeast area (mainly grass riparian buffer) of Lake Chaohu. In the southeast area, the grass buffer with high TN removal efficiency contributed mainly to the low TN value in littoral zones, and the farmland buffer with nutrient leaching was responsible for the high TN level in littoral zones of the north area in Lake Chaohu. All these facts mentioned above validated the prediction that nutrient removal of riparian buffers had an important contribution to lake eutrophication.
Conclusions
The vegetation cover type of riparian buffers can determine the physiochemical features of riparian buffer soil, which further influences the storm water nutrient removal efficiency, resulting in the change of nutrient levels in littoral zones of lake. Construction of wetland or grass/forest and grass riparian buffer strips is strongly recommended for effective TP and TN removal, respectively.
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